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84 190 191 192 193 194 195 196 197 198 199 form one active-site disulfide bond, showed no response. Trx1-S 2 , which is the wild-type Trx1 reduced by DTT and re-oxidized by a half amount of insulin, was prepared according to the procedure described in Reference 37. Trx1-S 2 is supposed to have an active-site disulfide and three non-active site free thiols.
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Freshly prepared Trx1-S 2 (red) only triggered a small response. We stored the prepared protein in a sealed tube at 4°C and observed increased responses after 13-hour (cyan) and 3-day (magenta) storage.
Since it is difficult to exclude all oxygen in air, Trx1-S 2 was likely not completely pure at the beginning and slowly oxidized over time to form the non-active-site disulfide bond. Combining this with our results on Trx1 SSCC and Trx1 CCSS , we conclude that the glutaredoxin/glutathione system is involved in the reduction
